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Abstract
Background: The male-specific lethal (MSL) complex of Drosophila remodels the chromatin of the X chromosome
in males to enhance the level of transcription of most X-linked genes, and thereby achieve dosage compensation.
The core complex consists of five proteins and one of two non-coding RNAs. One of the proteins, MOF (males
absent on the first), is a histone acetyltransferase that specifically acetylates histone H4 at lysine 16. Another
protein, maleless (MLE), is an ATP-dependent helicase with the ability to unwind DNA/RNA or RNA/RNA substrates
in vitro. Recently, we showed that the ATPase activity of MLE is sufficient for the hypertranscription of genes
adjacent to a high-affinity site by MSL complexes located at that site. The helicase activity is required for the
spreading of the complex to the hundreds of positions along the X chromosome, where it is normally found. In
this study, to further understand the role of MLE in the function of the MSL complex, we analyzed its relationship
to the other complex components by creating a series of deletions or mutations in its putative functional domains,
and testing their effect on the distribution and function of the complex in vivo.
Results: The presence of the RB2 RNA-binding domain is necessary for the association of the MSL3 protein with
the other complex subunits. In its absence, the activity of the MOF subunit was compromised, and the complex
failed to acetylate histone H4 at lysine 16. Deletion of the RB1 RNA-binding domain resulted in complexes that
maintained substantial acetylation activity but failed to spread beyond the high-affinity sites. Flies bearing this
mutation exhibited low levels of roX RNAs, indicating that these RNAs failed to associate with the proteins of the
complex and were degraded, or that MLE contributes to their synthesis. Deletion of the glycine-rich C-terminal
region, which contains a nuclear localization sequence, caused a substantial level of retention of the other MSL
proteins in the cytoplasm. These data suggest that the MSL proteins assemble into complexes or subcomplexes
before entering the nucleus.
Conclusions: This study provides insights into the role that MLE plays in the function of the MSL complex through
its association with roX RNAs and the other MSL subunits, and suggests a hypothesis to explain the role of MLE in
the synthesis of these RNAs.
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In Drosophila, dosage compensation (the equalization of
many X-linked gene products between males with one
X chromosome and females with two X chromosomes)
is mediated by the male-specific lethal (MSL) complex,
which consists of a core of five protein subunits
(encoded by the genes male-specific lethal (msl) 1, 2 and
3, males absent on the first (mof), and maleless (mle))
and one of two non-coding RNAs (encoded by the
genes RNA on the X (rox) 1 and 2). The complex prefer-
entially associates with numerous sites on the X chro-
mosome in somatic cells of males but not of females. It
is responsible for an enhancement of the transcriptional
rate of a large number of X-linked genes in males,
thereby mediating a compensatory effect for the differ-
ence in dosage of these genes between males and
females [1,2]. The presence of the MSL complex on the
male X chromosome is correlated with the significant
increase of a specific histone isoform: histone H4 acety-
lated at Lys16 (H4K16ac [3]). This acetylation is the
result of the activity of MOF, a histone acetyltransferase
of the MYST (MOZ, Ybf2/Sas3, Sas2, and TIP60) family
[4-6]. In addition to this enzyme, the MSL complex of
Drosophila includes an ATPase (MLE), a feature that
distinguishes it from most of the other complexes that
enhance transcription. MLE is an ATP-dependent
DEXH-box RNA/DNA helicase that prefers double-
stranded RNA or RNA/DNA hybrids [7].
In Drosophila females, the MSL complex does not
assemble, because the product of the sex-regulatory gene
Sxl prevents the translation of the msl-2 transcript [8,9];
the absence of MSL2, in turn greatly reduces the stability
of MSL1 [10]. SXL is absent in males, and the complex is
believed to assemble at the locus of the two roX genes
and then spread to numerous additional sites along the X
chromosome, for which it has a complete range of affi-
nity levels [11,12]. Initially, approximately 40 of these
sites were defined by immunofluorescence as ‘high-affi-
nity’ sites because a partial complex that includes only
MSL1 and MSL2 could bind to them [13]. A few indivi-
dual sites were characterized without revealing unique
similarity in sequence between them, or between them
and the rest of the X chromosome [14-16], with the
exception of two regions within the DNA hypersensitive
sites associated with the roX1 and roX2 genes, which
included several GAGA sequences [17]. Gilfillan et al.
[18] identified some short sequences within clones that
spanned a few high-affinity sites. These sequences shared
the AGAGA motif or were generally A-rich, and the
authors proposed that dispersed along the X chromo-
some are clusters of several distinct but degenerated
sequence motifs, for which the MSL complex exhibits a
complete range of affinities. Recently, Alekseyenko et al.
[19] and Straub et al. [20] identified approximately 130
to 150 MSL complex-binding sites on the X chromosome
with the common feature of GA dinucleotide repeats.
From these sites that are used for spreading, wild-type
complexes target activated genes [21,22].
The two roX R N A sa r ev e r yd i f f e r e n ti ns i z e( t h e
lengths of the predominant species are ~3.7 kb for roX1
and ~0.5 kb for roX2), yet can substitute for each other
in the formation of fully functional MSL complexes
[23]. Present in both RNAs, and required for their func-
tion, are a stem loop and three (roX1) or two (roX2)
copies of a conserved sequence of eight nucleotides, the
roX box [24,25]. The roX RNAs are unstable unless they
associate with some of the MSL proteins, therefore it is
reasonable to assume that the complex is assembled at
the sites of transcription of the two roX genes [26].
Three of the complex proteins (MSL2, MSL3 and MOF)
exhibit RNA-binding activity [27-29]. MLE can be disso-
ciated from the complex bound along the X chromo-
some by treatment with RNase [30]. Following the
discovery and identification of MOF as a member of the
complex [4], this subunit and MSL3 were also found to
be released by RNase treatment [27,31].
T h r e eM L Em u t a t i o n sh a v eb e e nu s e de x t e n s i v e l yt o
analyze the role of this protein in the function of the
MSL complex: mle
1, which contains a stop codon trun-
cating the protein after the first 125 amino acids; mle
g203,
a loss-of-function allele produced by an internal deletion
[32], and mle
GET, which encodes a protein with a single
amino acid substitution (MLE (K413E) in the ATP-bind-
ing site, yielding an MLE protein with no ATPase and,
therefore, no helicase activity [7]. In flies homozygous for
the mle
g203 mutant allele, the MSL1 and MSL2 proteins
but not the MOF protein are found only at the high-affi-
nity sites [33]. The presence of MLE (K413E) allows the
formation of complexes that contain MSL1, MSL2,
MSL3, MOF and the mutant MLE protein, but appar-
ently, neither roX1n o rroX2 [34]. Recently, we showed
that the ATPase activity of MLE is sufficient for the
hypertranscription of genes that are adjacent to a high-
affinity site by MSL complexe sl o c a t e da tt h a ts i t e ;t h e
helicase activity is required for the spreading of the com-
plex to the hundreds of positions at which it is normally
found along the X chromosome [35].
At the onset of our experiments for this study, a num-
ber of functional interactions between the protein and
RNA components of the MSL complex had been estab-
lished. The MSL1 and MSL2 proteins form the X-chro-
mosome-binding module of the complex [13], and the
binding specificity of this module requires the associa-
tion of MSL2 with roX RNA [29]. MSL1 also serves as a
scaffold for the addition of MSL3 and MOF [36]. In
vitro, association of MOF with the MSL1-MSL3 sub-
complex results in a very substantial enhancement of
the level and substrate specificity of its histone
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MSL3 and MOF to an assembling complex is normally
dependent on the presence of roX RNA, but can be
made to occur in the absence of this RNA by overex-
pression of MSL1 and MSL2 [37]. MLE is required for
the incorporation of roX RNA in the MSL complex, and
its own presence in the complex is mediated by this
association [26,37]. Finally, the stem-loop region at the
3’ end of roX2 RNA, and the roX box sequences at the
3’ ends of roX1 and roX2 RNAs, are crucial for full his-
tone acetylation by the MSL complex [24,25].
MLE has two putative RNA-binding domains, RB1
and RB2, in its N-terminal region, and a glycine-rich
domain at its C-terminus. The function of these
domains in RNA binding and in the targeting of the
MSL complex to the X-chromosome territory has been
studied in vitro and in S2 cultured cells [38]. These stu-
dies indicated that deletion of RB1 had no effect on the
RNA-binding activity of MLE with respect to a double-
stranded, 40 bp, substrate molecule with both strands
flanked by single-stranded overhangs, or to a single-
stranded substrate of approximately 60 bp, whereas
deletion of RB2 eliminated binding to either type of
RNA molecule. To better understand the role of MLE
and of the roX RNAs in the targeting and spreading
processes we created similar deletions in the two RNA-
binding domains and in the glycine-rich region that
includes the nuclear localization signal [38], and ana-
lyzed these proteins by assaying their ATPase and heli-
case activity and by determining their function in
dosage compensation using a plasmid system [39]. We
also determined the effect of mutant proteins on the
assembly and function of the MSL complex by establish-
ing transgenic fly lines that express them, and by moni-
toring the spreading and integrity of the MSL complex
along the X chromosome in salivary-gland nuclei and
the level of male viability of transgenic mutant males. In
addition to using a different cell type, these experiments
differ from those carried out with S2 cells by Izzo et al.
[38], in that endogenous wild-type MLE was absent in
the transgenic flies examined, and thus did not compete
for inclusion in the MSL complex with the mutant MLE
protein under study. Further, we used in situ hybridiza-
tion on polytene chromosomes and quantitative reverse
transcription (RT)-PCR to determine the cytological pre-
sence and nuclear levels of the roX RNAs.
Our experimental data provide new insights into the
associations between the MSL subunits and roX RNA,
which are a prerequisite for the function of this complex
in dosage compensation.
Results
We constructed plasmids carrying cDNA sequences
encoding N-terminal Flag-tagged MLE mutant proteins
under the control of a metallothionein promoter, and
deleted for each or both of the two double-stranded N-
terminal RNA-binding motifs (RB1 and RB2) or the C-
terminal glycine-rich domain (G) (Figure 1A). Droso-
phila S2 cells were transfected with these or similar
plasmids to express the MLE(K413E) or wild-type MLE
proteins (as negative and positive controls, respectively),
and stable cell lines were established by hygromycin
selection. Inexplicably, we were unable to establish a
permanently transformed S2 cell line expressing MLE
(ΔRB1), therefore we obtained the mutant protein from
transiently transfected cells. Flag-tagged proteins were
partially purified (Figure 1B), and tested for ATPase and
helicase activities (Figure 1C). Proteins deleted for the
first RNA-binding motif (amino acids 3-86: MLE
(ΔRB1)) or for the glycine-rich motif (amino acids 1171-
1265: MLE(ΔG)]) exhibit wild-type levels of ATPase and
helicase activities. Proteins deleted for the second RNA-
binding motif (amino acids 123-252: MLE(ΔRB2)) or for
both motifs (amino acids 1-241: MLE(ΔRB1,2)) have
reduced ATPase and therefore helicase activity.
We used our plasmid-based dosage-compensation
model system [39] to determine if MSL complexes that
include the different mutant MLE proteins are able to
carry out dosage compensation. Control plasmids or plas-
mids bearing roX sequences (capable of dosage compensa-
tion) were transfected into stable S2 cell lines expressing
the mutants. Although MLE(ΔRB2) exhibited substantial
enhancement of gene activity, none of the mutant proteins
tested supported full dosage compensation of the Firefly
luciferase reporter gene (see Additional file 1).
To determine the effect of the various deleted MLE
proteins on the distribution of the MSL complex and its
function in vivo, transgenic lines carrying cDNAs encod-
ing wild-type or mutant Flag-tagged MLE proteins were
generated by germline transformation. Expression of the
transgenes was determined by western blot analysis (Fig-
ure 1D). Each transgene was introduced into the gen-
ome of females carrying an msl2 cDNA insertion that
allows the translation of its transcript; such females are
able to assemble functional MSL complexes [8,9]. The
presence of a homozygous null allele of the endogenous
mle gene (mle
1) causes the complexes to be incomplete
a n dt ob i n do n l yt oar e d u c e dn u m b e ro fs i t e s[ 1 3 ] .
Therefore, in female larvae of this genotype, the subunit
constitution, the level of spreading beyond the high-affi-
nity sites, and the extent of the H4K16 acetylation of
the MSL complexes assembled with the Flag-MLE pro-
teins can be determined by immunofluorescence on sali-
vary-gland polytene chromosome spreads.
We also correlated the defects in MSL assembly and
distribution of deleted MLE proteins with male viability
by monitoring their ability to rescue mle
1 homozygous
males. With one exception, a minimum of three
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mle mutant transgenes was able to rescue mle
1 homozy-
gous males (Table 1). Western blot or silver-stained gel
analysis indicated that the levels of the mutant MLE
proteins purified from S2 cells for analysis of their
ATPase and helicase activity were equivalent to the level
produced by the wild-type transgene, and thus the
mutations did not affect the stability of the proteins.
Any problems related to the fact that the overexpression
of transgenic gene products under the control of strong
promoters can sometimes lead to spurious results were
avoided in our rescue experiments by relying on the
constitutive transcription of the uninduced hsp83 pro-
moter for expression of the mutant transgenes.
Figure 1 Purification and assays of mutant maleless (MLE) proteins. (A) Domain structure of the mutant MLE proteins. (B) Silver staining of
purified Flag-tagged recombinant MLE proteins from S2 cells expressing the different transgenes run in a 7.5% SDS-polyacrylamide gel. (C)
Results of ATPase and helicase assays of MLE proteins. Upper panel: helicase activity measured as a function of single-stranded RNA released
from the double-stranded RNA/DNA substrate; lower panel: ATPase activity measured as a function of inorganic phosphate (Pi) released from
radioactive ATP. The activity of wild-type MLE is set at 100%, and the error bars are the SD from the mean of three assays. (D) Expression of
Flag-tagged wild-type and mutant MLE proteins in transgenic flies in a null endogenous mle gene background (mle
1). Western blots of crude
lysates from adult fly heads developed with anti-Flag antibodies (top panel), with anti-H3 antibodies as a loading control (bottom panel). Similar
results were obtained with three independent lines of each transgene used for immunofluorescence and rescue experiments.
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Punnett square expectations: females hemizygous or
homozygous for the transgene should be twice as
numerous as females homozygous for the mle
1 null
allele and hemizygous or homozygous for the transgene,
while males and females hemizygous or homozygous for
the transgene should occur in equal numbers. With the
exception of the progeny from the crosses involving an
mle
+ transgene, the numbers of females homozygous for
the mle
1 null allele and hemizygous or homozygous for
the transgene were fewer than expected. This is consis-
tent with the recent observation that the MSL complex
is required in early female embryonic development for
the upregulation of the female master regulatory gene
Sex-lethal, and for the mechanism that counts the num-
ber of X chromosomes [40]. Mutant MLE proteins may
interfere with formation of the complex, which normally
results from the presence of maternal gene products
(including the msl2 transcript). In males, in which the
MSL complex is required in most tissues throughout
life, the transgenes expressing a mutant MLE protein
have a more pronounced dominant effect. These consid-
erations notwithstanding, the transgenes expressing
mutant MLE proteins clearly failed to rescue mle
1
mutant males.
Deletion of RB1 allows spreading of an MSL complex that
is largely deficient in MSL3, and fails to acetylate H4K16
MSL complexes containing MLE(ΔRB1) were found
throughout the polytenic X chromosomes. At this level
of resolution, it was unclear whether this distribution is
actually equivalent to that of the wild type. These
mutant complexes included MSL1, MSL2 and MOF
(Figure 2A-C), and roX1a n droX2( F i g u r e2 F - G ) ,b u t
neither the presence of MSL3 nor of H4K16ac was
detectable (Figure 2D-E). The nuclear levels of the two
roX RNAs were below the expected normal range of a
fully compensated genotype, as determined by quantita-
tive RT-PCR (see Additional file 2). It therefore appears
that deletion of RB1 alters the interactions within the
complex subunits, including the roX RNA, in a manner
that prevents the stable association of MSL3 [31]. In
turn, the lack of acetylation of H4K16 may be explained
by the observation that in vitro, the activity of MOF is
dependent on its association with MSL1 and MSL3 [36].
Deletion of RB2 causes a differential distribution of the
MSL subunits
Fully formed complexes consisting of MLE(ΔRB2) (Fig-
ure 3B-D) or MLE(ΔRB1,2) (data not shown) and the
other MSL subunits were found only at a limited num-
ber of sites, which we identified as the high-affinity sites
on the basis of the cytological map location of a selected
subset [13]. In most nuclei, the deleted MLE proteins
appeared to associate independently with additional sites
(Figure 3E), and were also found at the chromocenter
(Figure 3A, E). In the case of both mutant MLE pro-
teins, the two roX RNAs were not detectable by in situ
hybridization, and their nuclear levels, as determined by
quantitative RT-PCR, were greatly reduced (see Addi-
tional file 2). The deficiency in the level of these RNAs
m a yb er e s p o n s i b l ef o rt h ee c t o p i cb i n d i n go ft h e
mutant MLE proteins. Acetylated H4K16 was present at
the entry sites in the polytene chromosomes of trans-
g e n i cl a r v a ee x p r e s s i n gM L E ( ΔRB2) but not MLE
(ΔRB1,2). As expected, there was no rescue of mle-null
males (Table 1). Low levels of roX RNA may be suffi-
cient for the assembly of a small number of complexes
that are limited to the high-affinity sites, explaining the
H4K16 acetylation at these sites.
Deletion of the glycine-rich C-terminal domain leads to a
substantial level of cytoplasmic sequestration of the MSL
protein subunits, and a disorganization of the complex
within the nuclei
In polytene chromosome spreads from salivary glands of
transgenic females expressing MLE(ΔG), there was not
visible association of MSL1, MSL2, MOF or MLE with
the X chromosomes (Figure 4A, B). This is in contrast
to control females carrying the MSL2 transgene but in
which MLE was absent due to the presence of mle
1
mutant alleles: in these females, the remaining MSLs
were present at the high-affinity sites (Figure 4C, D, and
data not shown). Therefore, although the absence of
MLE in MLE(ΔG) transgenic lines can be explained by
the fact that the deletion includes a significant portion
of the nuclear localization sequence [38], the lack of
association of the other subunits, especially MSL1 and
MSL2, with the high-affinity sites was surprising. To
Table 1 Rescue of mle
1-induced male lethality by mle
mutant transgenes.
a, b
Transgene Females
c Males
c, d
+; mle
tg mle
1, mle
tg +, mle
tg mle
1 ; mle
tg
mle
+ 138 84 139 79
mle(ΔRB1) 443 140 241 0
mle(ΔRB2) 486 160 421 0
mle(ΔG) 283 262 162 0
aMales and females without the transgene and heterozygous or homozygous
for the mle
1 null allele are not included in the table.
bFor each transgene, the progenies of three crosses using three independent
transgenic lines are summed. The results with the mle
+ transgene are the sum
of two independent transgenic lines.
cProgeny of the cross: w/w ; pr mle
1/CyO ; mle
tg w
+/+ x w/Y; pr mle
1/CyO ;
mle
tg w
+/+ or of the cross: w/w ; pr mle
1/pr mle
1 ; mle
tg w
+/mle
tg w
+ x w/Y; pr
mle
1/CyO ; mle
tg w
+/+ in the case of mle(ΔG).
+; mle
tg : hemizygous or homozygous for the transgene.
dmle
1 ; mle
tg : homozygous for the mle
1 null allele and hemizygous or
homozygous for the transgene.
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we examined the cells of the stable S2 line that overpro-
duces Flag-MLE(ΔG) and in which expression of the
endogenous mle
+ gene was knocked down by RNA
interference targeted to the MLE sequence included in
the ΔG deletion (see Additional file 1), and in control
cells treated with green fluorescent protein double-
stranded RNA. The presence of endogenous wild-type
MLE in the latter cells resulted in the occurrence of
MSL complexes in the X-chromosome nuclear compart-
ment, while the Flag-MLE(ΔG) deficient in the nuclear
localization sequence (NLS) remained in the cytoplasm
(Figure 4E, F). In the absence of wild-type MLE, a sub-
stantial amount of MSL1 (Figure 4F), MSL2 and MSL3
(Figure 4H) and MOF (Figure 4L) also remained in the
cytoplasm. In these cells, MSL1, MSL2 and MOF were
present in the nuclei but were not confined to the X-
chromosome compartment. As expected, the levels of
the two roX RNAs, as determined by RT-PCR, were also
extremely low (data not shown).
Discussion
Functional interactions between the MSL protein subunits
In transgenic females expressing a translatable msl2
transcript and the MLE(ΔRB1) protein (which is unable
to bind roX RNAs), complexes containing four MSL
proteins and roX RNAs were found to be spread along
the X chromosomes. This observation suggests that the
roX RNA-binding activity of MLE is not crucial for the
incorporation of these RNAs in the MSL complex. We
found that the level of association of MSL3 with the
other MSLs in these complexes was greatly reduced.
Although a deletion of MSL3 is known to prevent the
complex from spreading along the X chromosome, it is
Figure 2 Distribution of male-specific lethal (MSL) complex subunits on polytene chromosomes of larvae expressing a Flag-tagged
maleless (MLE)(ΔRB1) protein. (A-E) Indirect immunofluorescence was performed on polytene chromosomes from salivary glands of yw
1118/w;
pr mle
1/pr mle
1; H83msl2/hsp83-Flag-mle(ΔRB1)w
+ females. The only MLE epitope present was the product of the transgene. Preparations were
stained with the two antisera indicated, and yellow signals an overlap of the respective epitopes. (F, G) Distribution of the roX RNAs in the
presence of Flag-tagged MLE(ΔRB1) protein. In situ hybridization was performed on salivary-gland polytene chromosomes from females of the
genotype indicated above. (H) Polytene chromosomes of a w
1118/w; pr mle
1/pr mle
1; H83msl2/hsp83-Flag-mle
+w
+ control female stained with
anti-H4K16ac and anti-MSL1 sera. As expected, there was complete overlap of the two epitopes.
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contain MSL3 enables the spreading of the MSL3-
depleted forms. The complete absence of any H4K16ac
signal was unexpected, and indicates that an interaction
between MLE and another component of the complex
required for MOF activity was disrupted by the RB1
deletion. Li et al. [[29] reported that the amino-terminal
region of MSL2 is sufficient to impart MOF activity and
H4K16 acetylation capability to complexes, albeit mislo-
calized to the chromocenter. Further, these authors
were able to co-immunoprecipitate only MLE with a C-
terminal fragment of MSL2. They proposed that the
proline-rich motif in MSL2 (amino acids 685 to 713)
combines with one of the RNA-binding domains of
MLE to form a module that specifically binds roX
RNAs. Consistent with these observations, our results
suggest that the MLE(ΔRB1) protein interacts with
MSL2 in a manner that prevents MOF activation, either
by inducing an inappropriatec o n f o r m a t i o n a lc h a n g eo r
by preventing its normal, mutual association with roX
RNA.
The evidence of a functional interaction between
MOF and MLE-MSL2, and between MOF and MSL3 as
mentioned above, suggests an explanation for the obser-
vation that a single amino acid substitution [mof
1,M O F
(G691E)], leading to loss of function in MOF, prevents a
fully assembled complex from spreading beyond the
entry sites [33]. In all probability, the lack of H4K16
Figure 3 Distribution of male-specific lethal (MSL) complex subunits on polytene chromosomes of larvae expressing a Flag-tagged
maleless (MLE)(ΔRB2) protein. Indirect immunofluorescence was performed on polytene chromosomes from salivary glands of yw
1118/w; pr
mle
1/pr mle
1; H83msl2/hsp83-Flag-mle(ΔRB2)w
+ females. (B-D) MSL1, MSL3 and H4K16ac were restricted to the high-affinity sites, whereas (A, E)
MLE was associated with additional sites and was present prominently in the chromocenter (white arrows). Similar results (data not shown) were
obtained on salivary-gland polytene chromosomes from females expressing the hsp83-Flag-mle(ΔRB1,2)w
+ transgene. (F, G) Control females
homozygous for (F) H83 msl2 and mle
1 (G) H83 msl2 and Flag-mle
+. For the wild-type distribution of H4K16ac please see Figure 2H.
Morra et al. Epigenetics & Chromatin 2011, 4:6
http://www.epigeneticsandchromatin.com/content/4/1/6
Page 7 of 13Figure 4 Distribution of male-specific lethal (MSL) proteins in the presence of Flag-tagged maleless (MLE)(ΔG) protein.I n d i r e c t
immunofluorescence was performed on salivary-gland polytene chromosomes from (A, B) yw
1118/w; pr mle
1/pr mle
1; H83msl2/hsp83-Flag-mle
(ΔG)w
+ females and (C, D) control yw
1118/w; pr mle
1/pr mle
1; H83msl2/H83msl2 females. Although MSL1 was present as expected at the high-
affinity sites in the control females, it seemed to be completely absent in the females expressing the Flag-mle(ΔG)w
+ transgene. Indirect
immunofluorescence was performed on S2 cells overproducing the Flag-MLE(ΔG) protein and treated with either (E, G, I) green fluorescent
protein (GFP)-tagged double-stranded (ds)RNA or (F, H, L) dsRNA complementary to the region encoding the amino acids in the ΔG deletion (E,
F). The presence of endogenous wild-type MLE in the GFP dsRNA-treated cells resulted in the presence of MSL complexes in the X chromosome
nuclear compartment, while the Flag-MLE(ΔG) deficient in the nuclear localization sequence remained in the cytoplasm. In the absence of wild-
type MLE, a substantial amount of (F) MSL1, (H) MSL2 and MSL3 and (L) MOF (males absent on the first) remained in the cytoplasm. In these
cells, MSL1, MSL2 and MOF were present in the nuclei, but were not confined to the X-chromosome compartment. For the wild-type
distribution of H4K16ac please see Figure 2H.
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rather, because the mof
1 mutation occurs in the putative
acetyl co-enzyme A binding site, failure of MOF to bind
the co-enzyme may not only result in the expected loss
of acetylation function, but also in a conformational
change that, through interactions with MLE-MSL2,
directly or indirectly affects the abilities of MLE, for
example, to achieve spreading of the complex.
Deletion of the second RB motif leads to a protein
that partially lacks ATPase and helicase activities. This
level of enzymatic function is insufficient to allow the
spreading of the MSL complex beyond the high-affinity
sites [35]. We found that H4K16ac was present at these
sites in MLE(ΔRB2)-bearing transgenic females but not
in MLE(ΔRB1,2) females, consistent with the role of
RB1 on MOF activity in vivo.E x t e n d i n gt h ea r g u m e n t
made in the preceding paragraph, only the RB1
sequence (deleted in MLE(ΔRB1)) interacted with MSL2
to enable MOF function, whereas the RB2 sequence
deleted in MLE(ΔRB2) did not and the acetyl transferase
activity of MOF was maintained. A summary of the
known interactions of the MSL complex subunits is pre-
sented in Figure 5.
Functional interactions of the MSL proteins with roX
RNAs
Deletion of the second RNA-binding domain resulted in
greatly reduced nuclear levels of roX RNAs. This obser-
vation can be explained by the possibility that MLE con-
tributes to the stability or perhaps to the synthesis of
roX RNA. The RB2 site is necessary for the incorpora-
tion of the roX RNAs into the complex and, in absence
of their association with the complex proteins, these
RNAs are degraded. An alternative possibility is that the
RB2 site is responsible for the transcriptional regulation
of the roX genes, as described by Lee et al.[ 4 1 ] .T h i s
latter conclusion suggests a possible mechanistic basis
for the known effect of MLE on roX gene transcription
[42]. DEAD-box helicases are often present at transcrip-
tion sites, where they are thought to facilitate co-tran-
scriptional processes such as 5’ end capping and intron
splicing [43,44]. An additional function may be to pre-
vent or diminish the association of nascent RNA with
DNA at the site of transcription, leading to the forma-
tion of DNA-RNA hybrids that can interfere with subse-
quent rounds of transcription [45]. The in vitro
preference of MLE for unwinding DNA-RNA hybrid
substrates with single-stranded RNA regions [7] would
be concordant with such a function. The MLE(ΔRB2)
protein, lacking the ability to bind RNA, would be
incapable of resolving DNA-RNA hybrids resulting from
transcription, leading to reduced roX RNA levels.
Do the MSL proteins interact in the cytoplasm before
their entry into the nucleus?
In polytene chromosome spreads of transgenic females
expressing the MLE(ΔG) protein and a translatable msl2
transcript, MSL1, MSL2, MOF and mutant MLE were
absent from the X chromosome. The levels of the two
roX RNAs were extremely low, although they were
somewhat higher than in wild-type females, perhaps
because of a difference in the genetic background in our
experiments. The deletion included a portion of the
nuclear localization sequence, and MLE(ΔG) was com-
pletely absent from the nucleus in whole salivary-gland
nuclei of transgenic females and in the nuclei of S2
cells, where the endogenous MLE was knocked down by
RNA interference. All of the other MSL proteins were
found at substantial levels in the cytoplasm. This obser-
vation was unexpected, because in females expressing
the translatable msl2 transcript and that were homozy-
gous for the mle
1 null mutation, MSL1 and MSL2 were
present at the high-affinity sites. A possible explanation
is that the presence of MLE(ΔG) exclusively in the cyto-
plasm sequesters the other MSL proteins, perhaps by
forcing them to interact in this compartment. This
raises the possibility that in wild-type male cells, some
of the MSL proteins may assemble into complexes or
Figure 5 Summary of the known interactions of the male-
specific lethal (MSL) complex subunits. MSL1 and MSL2 form a
DNA-binding module, the specificity of which requires the
association of MSL2 with roX RNA. The association of MSL1 and
MSL3 with MOF enhances its histone acetyltransferase activity and
specificity. MLE and MSL2 interact and contribute to MOF activity.
Maleless (MLE) is responsible for the incorporation of roX RNA in
the complex and requires roX RNA to associate with the complex.
The roX RNA is needed for full histone acetylation. Please see the
discussion section for details of these associations.
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cytoplasmic assembly does not require roX RNA. In the
absence of MLE and MSL2 in the nucleus, the transcrip-
tion of the roX genes is then not induced [46,47], and
this may explain the absence of properly targeted MSL
proteins in the nucleus that we saw in our study.
To date, a large number of complexes that modify or
remodel chromatin have been identified and their subu-
nits described. Understanding the interaction of the sub-
units of a particular complex is often limited to
determining whether its function is allowed or abro-
gated by deletion of one or more subunits. The MSL
complex offers the advantage that its core is made up of
only five proteins and an RNA component, facilitating
the task of describing in greater detail the associations
of these components and the role that these associations
play in the assembly, targeting and function of the com-
plex. Clearly, the next level of understanding should be
sought with biophysical approaches for which the obser-
vations described in this paper and those of others will
provide valuable guidance.
Conclusions
We have characterized the role that RNA binding plays
in the association of the MSL complex with MLE, and
the function of the MSL complex. We have provided in
vivo evidence that MLE may contribute to the synthesis
of the roX RNAs, and that some of the proteins of the
complex may associate with one another before their
entry into the nucleus.
Methods
Plasmid construction
All recombinant clones were constructed using the clon-
ing strategies described previously [35]. The ΔRB1
(amino acids 3-86), ΔRB2 (amino acids 123-252) and ΔG
(amino acids 1171-1265) deletions were initially made by
digesting out the regions of interest from the full length
Flag-MLE/pBS construct (full length N-terminal Flag-
tagged MLE cDNA in pBlueScript vector), and replacing
them with a linker containing the compatible overhangs
and desired amino acids between the two internal restric-
tion sites. All subclones were verified by sequencing. For
construct ΔRB1,2 (amino acids 1-241), a combination of
PCR (performed with appropriate sets of primers) and
restriction enzyme digestion were used. The generated
Flag-tagged mutants were subcloned in both pMK33 and
pCasperhs83 vectors as previously described [35]. All
vectors and primers used are listed in Additional file 3.
Transfections and selection of stable lines
Drosophila S2 cells were transfected with each recombi-
nant mle-pMK33/pMtHy vector using a transfection
reagent (Effectene; Qiagen Inc., Valencia, CA, USA).
Stably transfected cells were selected with increased
amounts of hygromycin B (Cellgro; Mediatech Inc.,
Manassas, VA, USA). Stably transfected cells grown to 3
×1 0
6 cells/ml were transferred to 500-ml spinner flasks
and cultured at 25°C with constant stirring (80 rpm)
until a doubling of the cell density with a viability of
>90% was reached. Copper sulfate (200 μmol/l) was
added to induce production of recombinant MLE pro-
tein, and the flasks incubated for 24 h.
Purification of the Flag-tagged MLE recombinant proteins
Preparation of nuclear extracts was performed as
described previously [6], using a salt-extraction protocol.
Extracts were mixed with anti-Flag M2-agarose beads
(Sigma Chemical Co., St Louis, MO, USA) equilibrated
with nucleus extraction buffer with high salt (350
mmol/l NaCl), gently rocked at 4°C for 1 h, and then
loaded onto a 5-ml column. The beads were washed
with five volumes of nucleus extraction buffer with 350
mM NaCl, followed by five volumes of low-salt extrac-
tion buffer (150 mmol/l NaCl). Bound Flag-MLE pro-
teins were eluted with 200 μg/ml of Flag peptide and
20% glycerol in low-salt extraction buffer. Aliquots were
quickly frozen in liquid nitrogen and kept at -80°C. The
purity of each protein preparation was checked by 7.5%
sodium dodecyl sulfate (SDS)-polyacrylamide gel elec-
trophoresis, using a silver-staining protocol.
Helicase and ATPase assays
ATP-dependent RNA helicase activity was measured as
described previously [7], using the same dsRNA sub-
strate and 5 ng of each Flag-tagged recombinant MLE
protein per assay. ATPase activity was measured as
described previously [48] at pH 7.6 in 20-μl reaction
mixtures containing 5 ng of each Flag-tagged recombi-
nant MLE protein per assay. The reaction mixtures were
spotted onto a polyethyleneimine thin-layer chromato-
graphy plate (Sigma Chemical Co.). ATP and Pi were
separated by chromatography in 1 mol/l formic acid/0.5
mol/l LiCl for 45 min and then located by autoradiogra-
phy. All enzyme reaction products were quantified on a
phosphorimager.
Transgenic lines
Flag-tagged recombinant mle/pCasperhs83 constructs
were purified (Qiaprep Spin Miniprep Kit; Qiagen), and
used for germline transformation of a w1118 mutant
strain (Genetic Services, Inc., Cambridge, MA, USA).
The G1 progeny were mated with w1118; T(2;3)apXa/
CyO P{ActGFP.w
-}CC2;TM6 Sb Tb flies to determine
the chromosome of insertion. Males, w1118/Y; pr mle1/
Bc;[ hsp83-Flag-mle
tg w
+]/TM6 Sb Tb (where mle
tg indi-
cates a transgene), were then mated with yw ; pr mle1/
pr mle1; H83msl2/H83msl2 females to monitor the
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Page 10 of 13rescue of homozygous mle1 male lethality, and to visua-
lize the localization of MSL complexes carrying the
Flag-MLE recombinant proteins on female polytene
chromosomes.
Cytoimmunofluorescence
Glands were dissected from third-instar yw
1118/w
1118;
pr mle
1/pr mle
1; H83msl2/hsp83-Flag-mle
tg w
+ female
larvae, and polytene chromosomes were prepared for
immunofluorescence as previously described [21]. After
24 h of induction with copper, 1 × 10
6 S2 cells/ml were
seeded onto slides and allowed to settle for 1 h. Subse-
quently, cells were washed in phosphate-buffered saline
(PBS) and fixed with 4% paraformaldehyde in PBS for
15 minutes. After permeabilization with 0.5% Triton-X
for 5 minutes, cells were washed four times for 5 min-
utes each in PBS. Slides were blocked with 12% normal
donkey serum (Jackson Immunoresearch Laboratories,
Inc., West Grove, PA, USA) and 0.2% Tween in PBS for
30 minutes. Cells were incubated with antibody for 1
hour at room temperature. After washing in PBS, slides
were stained for 1 hour with Cy3- and fluorescein iso-
thiocyanate-labeled secondary antibodies (Jackson
Laboratories, Inc.) diluted in blocking buffer. Slides were
mounted using medium (Vectashield, Vector Labora-
tories Inc., Burlingame, CA, USA) containing 4’,6-diami-
dino-2-phenylindole (DAPI).
Quantitative RT-PCR of roX RNAs
Total RNA was extracted from third-instar larvae (Tri-
zol Plus RNA Purification Kit; Invitrogen) and subse-
quently treated with DNase (Turbo DNase; Ambion
Inc., Austin, TX, USA). Quantitative RT-PCR was per-
formed in triplicate on at least three different prepara-
tions with the roX1 and roX2-specific primer pairs (see
Additional file 3) using a thermal cycler (iCycler; Bio-
Rad Laboratories, Inc., Hercules, CA, USA). The data
were analyzed as follows: fold difference is the ratio of
2^ΔCt (control minus target gene product in mutant
sample) divided by 2^ΔCt (control minus target gene
product in wild-type sample). Rp49 RNA was used as
control to normalize the data.
In situ hybridization
Fluorescence in situ hybridizations of polytene chromo-
some were performed as previously described [49].
Briefly, single-stranded antisense roX1 and roX2p r o b e s
were labeled by in vitro transcription with a biotin RNA
labeling mix (RocheApplied Science, Indianapolis, IN,
USA) with 1.6 kb roX1 (nucleotides 1536 to 3110) or
0.8 kb roX2 cDNA fragments in pTopo 2.1 vector as the
template. Chromosome spreads were fixed in 4% formal-
dehyde, treated with proteinase K, washed in glycine,
and prehybridized at 42°C for 3 h. Hybridizations
containing biotinylated riboprobe were carried out over-
night at 42°C. The avidin-biotin system (Vector Labora-
tories) was used for detecting hybridized biotin-labeled
probes under conditions recommended by the manufac-
turer. Slides were mounted in mounting medium (Vec-
tashield; Vector Laboratories) containing DAPI.
Additional material
Additional file 1: Supplementary figure 1. Left panel: levels of dosage
compensation in S2 cells forming male-specific lethal (MSL) complexes
that include the different mutant maleless (MLE) proteins. roX sequence-
bearing plasmids (X) capable of dosage compensation, or control
plasmids (N), were transfected into ‘wild-type’ S2 cells or into stable S2
cell lines expressing the mutants [39]. None of the mutant MLE proteins
tested supported full dosage compensation of the Firefly luciferase
reporter gene (expressed as the relative ratio of the Firefly luciferase
gene in roX-bearing and control plasmids). Right panel: Double-stranded
(ds)RNA complementary to the sequence encoding the amino acids in
the deletion of the Flag-MLE(ΔG) protein abolished wild-type MLE
produced by the endogenous gene of S2 cells. Thus, Flag-MLE(ΔG)
mutant cannot support dosage compensation of the reporter gene.
Additional file 2: Supplementary figure 2. Nuclear levels of roX1 and
roX2 RNAs were determined by quantitative reverse-transcriptase PCR in
transgenic larvae. The RNA was isolated from control y w
1118/w; pr mle
1/
pr mle
1; H83msl2/H83msl2 females and males (lanes 1 and 2, respectively)
and yw
1118/w; pr mle
1/pr mle
1; H83msl2/hsp83-Flag-(mle
tg)w+ transgenic
larvae (lanes 3 and 4). For reference purposes, roX RNA levels were
determined in Oregon-R wild-type males and females (lanes 5 and 6,
respectively). The absence of wild-type mle alleles led to a significant
reduction in the synthesis of the two roX RNAs. The presence in the
genome of the mle(ΔRB1) or mle(ΔRB2) transgenes did not further affect
the level of these RNAs. H83msl2 is a transgene that expresses the MSL2
protein under the control of the hsp83 promoter and allows females to
assemble a male-specific lethal (MSL) complex.
Additional file 3: Supplementary methods. Supplementary methods
for dosage compensation assay, reverse-transcriptase-PCR of roX RNAs
and plasmid construction.
Acknowledgements
We thank Dr Max Scott, North Carolina State University, for helpful
comments on the manuscript. This work was funded by a grant from the
National Institutes of Health to JCL.
Author details
1Department of Biology, Emory University, 1510 Clifton Road, Atlanta, GA
30322, USA.
2Paterson Institute for Cancer Research, The University of
Manchester, Manchester, M20 4BX, UK.
Authors’ contributions
RM carried out most of the experimental work. RY contributed to the
cloning and the synthesis of transgenes. HL contributed to the experiments
with the plasmid system and in situ hybridization. RM and JCL were
responsible for the study design and manuscript preparation. All authors
read and approved the final manuscript.
Competing interests
The authors declare that they have no competing interests.
Received: 25 August 2010 Accepted: 12 April 2011
Published: 12 April 2011
References
1. Gelbart ME, Kuroda MI: Drosophila dosage compensation: a complex
voyage to the X chromosome. Development 2009, 136:1399-1410.
Morra et al. Epigenetics & Chromatin 2011, 4:6
http://www.epigeneticsandchromatin.com/content/4/1/6
Page 11 of 132. Hallacli E, Akhtar A: X chromosomal regulation in flies: when less is more.
Chromosome Res 2009, 17:603-619.
3. Bone JR, Lavender J, Richman R, Palmer MJ, Turner BM, Kuroda MI:
Acetylated histone H4 on the male X chromosome is associated with
dosage compensation in Drosophila. Genes Dev 1994, 8:96-104.
4. Hilfiker A, Hilfiker-Kleiner D, Pannuti A, Lucchesi JC: mof, a putative acetyl
transferase gene related to the Tip60 and MOZ human genes and to
the SAS genes of yeast, is required for dosage compensation in
Drosophila. Embo J 1997, 16:2054-2060.
5. Akhtar A, Becker PB: Activation of transcription through histone H4
acetylation by MOF, an acetyltransferase essential for dosage
compensation in Drosophila. Mol Cell 2000, 5:367-375.
6. Smith ER, Pannuti A, Gu W, Steurnagel A, Cook RG, Allis CD, Lucchesi JC:
The drosophila MSL complex acetylates histone H4 at lysine 16, a
chromatin modification linked to dosage compensation. Mol Cell Biol
2000, 20:312-318.
7. Lee CG, Chang KA, Kuroda MI, Hurwitz J: The NTPase/helicase activities of
Drosophila maleless, an essential factor in dosage compensation. Embo J
1997, 16:2671-2681.
8. Bashaw GJ, Baker BS: The regulation of the Drosophila msl-2 gene reveals
a function for Sex-lethal in translational control. Cell 1997, 89:789-798.
9. Kelley RL, Wang J, Bell L, Kuroda MI: Sex lethal controls dosage
compensation in Drosophila by a non-splicing mechanism. Nature 1997,
387:195-199.
10. Palmer MJ, Richman R, Richter L, Kuroda MI: Sex-specific regulation of the
male-specific lethal-1 dosage compensation gene in Drosophila. Genes
Dev 1994, 8:698-706.
11. Fagegaltier D, Baker BS: X chromosome sites autonomously recruit the
dosage compensation complex in Drosophila males. PLoS Biol 2004, 2:
e341.
12. Oh H, Bai X, Park Y, Bone JR, Kuroda MI: Targeting dosage compensation
to the X chromosome of Drosophila males. Cold Spring Harb Symp Quant
Biol 2004, 69:81-88.
13. Lyman LM, Copps K, Rastelli L, Kelley RL, Kuroda MI: Drosophila male-
specific lethal-2 protein: structure/function analysis and dependence on
MSL-1 for chromosome association. Genetics 1997, 147:1743-1753.
14. Dahlsveen IK, Gilfillan GD, Shelest VI, Lamm R, Becker PB: Targeting
determinants of dosage compensation in Drosophila. PLoS Genet 2006, 2:
e5.
15. Kageyama Y, Mengus G, Gilfillan G, Kennedy HG, Stuckenholz C, Kelley RL,
Becker PB, Kuroda MI: Association and spreading of the Drosophila
dosage compensation complex from a discrete roX1 chromatin entry
site. Embo J 2001, 20:2236-2245.
16. Oh H, Bone JR, Kuroda MI: Multiple classes of MSL binding sites target
dosage compensation to the X chromosome of Drosophila. Curr Biol
2004, 14:481-487.
17. Park Y, Mengus G, Bai X, Kageyama Y, Meller VH, Becker PB, Kuroda MI:
Sequence-specific targeting of Drosophila roX genes by the MSL dosage
compensation complex. Mol Cell 2003, 11:977-986.
18. Gilfillan GD, Konig C, Dahlsveen IK, Prakoura N, Straub T, Lamm R, Fauth T,
Becker PB: Cumulative contributions of weak DNA determinants to
targeting the Drosophila dosage compensation complex. Nucleic Acids
Res 2007, 35:3561-3572.
19. Alekseyenko AA, Peng S, Larschan E, Gorchakov AA, Lee OK, Kharchenko P,
McGrath SD, Wang CI, Mardis ER, Park PJ, et al: A sequence motif within
chromatin entry sites directs MSL establishment on the Drosophila X
chromosome. Cell 2008, 134:599-609.
20. Straub T, Grimaud C, Gilfillan GD, Mitterweger A, Becker PB: The
chromosomal high-affinity binding sites for the Drosophila dosage
compensation complex. PLoS Genet 2008, 4:e1000302.
21. Sass GL, Pannuti A, Lucchesi JC: Male-specific lethal complex of
Drosophila targets activated regions of the X chromosome for
chromatin remodeling. Proc Natl Acad Sci USA 2003, 100:8287-8291.
22. Kind J, Akhtar A: Cotranscriptional recruitment of the dosage
compensation complex to X-linked target genes. Genes Dev 2007,
21:2030-2040.
23. Meller VH, Rattner BP: The roX genes encode redundant male-specific
lethal transcripts required for targeting of the MSL complex. Embo J
2002, 21:1084-1091.
24. Park SW, Kang Y, Sypula JG, Choi J, Oh H, Park Y: An evolutionarily
conserved domain of roX2 RNA is sufficient for induction of H4-Lys16
acetylation on the Drosophila X chromosome. Genetics 2007,
177:1429-1437.
25. Park SW, Kuroda MI, Park Y: Regulation of histone H4 Lys16 acetylation by
predicted alternative secondary structures in roX noncoding RNAs. Mol
Cell Biol 2008, 28:4952-4962.
26. Meller VH, Gordadze PR, Park Y, Chu X, Stuckenholz C, Kelley RL,
Kuroda MI: Ordered assembly of roX RNAs into MSL complexes on the
dosage-compensated X chromosome in Drosophila. Curr Biol 2000,
10:136-143.
27. Akhtar A, Zink D, Becker PB: Chromodomains are protein-RNA interaction
modules. Nature 2000, 407:405-409.
28. Morales V, Regnard C, Izzo A, Vetter I, Becker PB: The MRG domain
mediates the functional integration of MSL3 into the dosage
compensation complex. Mol Cell Biol 2005, 25:5947-5954.
29. Li F, Schiemann AH, Scott MJ: Incorporation of the noncoding roX RNAs
alters the chromatin-binding specificity of the Drosophila MSL1/MSL2
complex. Mol Cell Biol 2008, 28:1252-1264.
30. Richter L, Bone JR, Kuroda MI: RNA-dependent association of the
Drosophila maleless protein with the male X chromosome. Genes Cells
1996, 1:325-336.
31. Buscaino A, Kocher T, Kind JH, Holz H, Taipale M, Wagner K, Wilm M,
Akhtar A: MOF-regulated acetylation of MSL-3 in the Drosophila dosage
compensation complex. Mol Cell 2003, 11:1265-1277.
32. Kernan MJ, Kuroda MI, Kreber R, Baker BS, Ganetzky B: napts, a mutation
affecting sodium channel activity in Drosophila, is an allele of mle, a
regulator of X chromosome transcription. Cell 1991, 66:949-959.
33. Gu W, Szauter P, Lucchesi JC: Targeting of MOF, a putative histone acetyl
transferase, to the X chromosome of Drosophila melanogaster. Dev
Genet 1998, 22:56-64.
34. Gu W, Wei X, Pannuti A, Lucchesi JC: Targeting the chromatin-remodeling
MSL complex of Drosophila to its sites of action on the X chromosome
requires both acetyl transferase and ATPase activities. Embo J 2000,
19:5202-5211.
35. Morra R, Smith ER, Yokoyama R, Lucchesi JC: The MLE subunit of the
Drosophila MSL complex uses its ATPase activity for dosage
compensation and its helicase activity for targeting. Mol Cell Biol 2008,
28:958-966.
36. Morales V, Straub T, Neumann MF, Mengus G, Akhtar A, Becker PB:
Functional integration of the histone acetyltransferase MOF into the
dosage compensation complex. Embo J 2004, 23:2258-2268.
37. Oh H, Park Y, Kuroda MI: Local spreading of MSL complexes from roX
genes on the Drosophila X chromosome. Genes Dev 2003, 17:1334-1339.
38. Izzo A, Regnard C, Morales V, Kremmer E, Becker PB: Structure-function
analysis of the RNA helicase maleless. Nucleic Acids Res 2008, 36:950-962.
39. Yokoyama R, Pannuti A, Ling H, Smith ER, Lucchesi JC: A plasmid model
system shows that Drosophila dosage compensation depends on the
global acetylation of histone H4 at lysine 16 and is not affected by
depletion of common transcription elongation chromatin marks. Mol Cell
Biol 2007, 27:7865-7870.
40. Gladstein N, McKeon MN, Horabin JI: Requirement of male-specific dosage
compensation in Drosophila females–implications of early X
chromosome gene expression. PLoS Genet 6:e1001041.
41. Lee CG, Reichman TW, Baik T, Mathews MB: MLE functions as a
transcriptional regulator of the roX2 gene. J Biol Chem 2004,
279:47740-47745.
42. Bai X, Alekseyenko AA, Kuroda MI: Sequence-specific targeting of MSL
complex regulates transcription of the roX RNA genes. EMBO J 2004,
23:2853-2861.
43. Rocak S, Linder P: DEAD-box proteins: the driving forces behind RNA
metabolism. Nat Rev Mol Cell Biol 2004, 5:232-241.
44. Buszczak M, Spradling AC: The Drosophila P68 RNA helicase regulates
transcriptional deactivation by promoting RNA release from chromatin.
Genes Dev 2006, 20:977-989.
45. Huertas P, Aguilera A: Cotranscriptionally formed DNA:RNA hybrids
mediate transcription elongation impairment and transcription-
associated recombination. Mol Cell 2003, 12:711-721.
46. Aratani S, Kageyama Y, Nakamura A, Fujita H, Fujii R, Nishioka K, Nakajima T:
MLE activates transcription via the minimal transactivation domain in
Drosophila. Int J Mol Med 2008, 21:469-476.
47. Rattner BP, Meller VH: Drosophila male-specific lethal 2 protein controls
sex-specific expression of the roX genes. Genetics 2004, 166:1825-1832.
Morra et al. Epigenetics & Chromatin 2011, 4:6
http://www.epigeneticsandchromatin.com/content/4/1/6
Page 12 of 1348. Smith CL, Peterson CL: A conserved Swi2/Snf2 ATPase motif couples ATP
hydrolysis to chromatin remodeling. Mol Cell Biol 2005, 25:5880-5892.
49. Meller VH, Wu KH, Roman G, Kuroda MI, Davis RL: roX1 RNA paints the X
chromosome of male Drosophila and is regulated by the dosage
compensation system. Cell 1997, 88:445-457.
doi:10.1186/1756-8935-4-6
Cite this article as: Morra et al.: Role of the ATPase/helicase maleless
(MLE) in the assembly, targeting, spreading and function of the male-
specific lethal (MSL) complex of Drosophila. Epigenetics & Chromatin 2011
4:6.
Submit your next manuscript to BioMed Central
and take full advantage of: 
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at 
www.biomedcentral.com/submit
Morra et al. Epigenetics & Chromatin 2011, 4:6
http://www.epigeneticsandchromatin.com/content/4/1/6
Page 13 of 13